PBMC were separated from heparinized blood by Ficoll-Hypaque centrifugation. Pellets containing granulocytes and erythrocytes were subjected to sedimentation in a of 3% dextran (w/v) in sterile saline for 20 minutes at room temperature. The supernatant was removed and sedimented granulocytes were subjected to RBC lysis using a solution of ammonium chloride for 5 min. Granulocytes were resuspended in PBS for analysis.
Generation of LDLN single cell suspensions for analysis of DCs
LDLNs were harvested into cRPMI on ice and immediately teased apart with 18 gauge needles. LNs were incubated with 1mg/ml Collagenase D and 100 µg/ml DNase I (both from Roche) in cRPMI for 30 minutes at 37° C. An equal volume of 100mM EDTA in PBS (pH 7.4) was added to the wells to stop the digestion and cells were washed through a 100 µm cell strainer, followed by a second wash of the wells with cRPMI media containing 5mM EDTA. !"#$% !"#&%
